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of 589 nanometers, using the atomic ab-
sorbance spectrophotometer and a rea-
gent blank prepared by diluting 10 mil-

liliters of ionization buffer to 100 milli-
liters with distilled water.

(d) Calculations. Calculate the percent
sodium carbonate as follows:

Percent sodium carbonate =
× × × ×
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where:
Au=Absorbance of sodium in the sample solu-

tion;
As=Absorbance of sodium in the reference

standard solution;
Ps=Milligrams of sodium chloride per milli-

liter of the reference standard solution;
Cu=Milligrams of sample per milliliter of

sample solution; and
d= Dilution factor of the sample.

[53 FR 13401, Apr. 25, 1988]

§ 436.365 Thin layer chromatographic
identity test for rifampin.

(a) Equipment—(1) Chromatography
tank. Use a rectangular tank approxi-
mately 23×23×9 centimeters, with a
glass solvent trough on the bottom and
a tight-fitting cover, lined with
Whatman #3MM chromatographic
paper or equivalent.

(2) Plates. Use 20×20 centimeter thin
layer chromatography plates coated
with silica gel 60 F–254 or equivalent to
a thickness of 250 microns.

(b) Developing solvent. Mix chloroform
and methanol in volumetric propor-
tions of 90:10, respectively.

(c) Spotting solutions—(1) Preparation
of working standard solution. Dissolve
approximately 50 milligrams of
rifampin working standard in 5 milli-
liters of chloroform.

(2) Preparation of sample solution. Dis-
solve the contents of a sample vial in
60 milliliters of chloroform.

(d) Procedure. Pour the developing
solvent into the glass trough on the
bottom of the tank and onto the paper
lining the walls of the tank. Cover and
seal the tank. Allow it to equilibrate.
Prepare a plate as follows: On a line 2.5
centimeters from the base of the thin
layer chromatography plate and at in-
tervals of 2.0 centimeters, spot 3 micro-
liters of the working standard solution
to points 1 and 3. When these spots are
dry, apply 3 microliters of the sample

solution to points 2 and 3. After all the
spots are thoroughly dry, place the
plate into the trough in the bottom of
the tank. Cover and tightly seal the
tank. Allow the solvent front to travel
about 7 centimeters from the starting
line. Remove the plate from the tank
and air dry.

(e) Evaluation. Measure the distance
the solvent front traveled from the
starting line, and the distance the red
spots are from the starting line. Divide
the latter by the former to calculate
the Rf value.

[54 FR 38375, Sept. 18, 1989; 54 FR 42886, Oct.
18, 1989]

§ 436.366 High-performance liquid
chromatography assay for deter-
mining chromatographic purity of
vancomycin.

(a) Apparatus. A suitable high-per-
formance liquid chromatograph
equipped with:

(1) A suitable ultraviolet detection
system operating at a wavelength of
254 nanometers or preferably 280
nanometers;

(2) A suitable recording device of at
least 25-centimeter deflection;

(3) A suitable chromatographic data
managing system; and

(4) A 25-centimeter analytical col-
umn having an inside diameter of 4.6
millimeters and packed with octadecyl
silane chemically bonded to porous
silica or ceramic microparticles; 5 mi-
crometers in diameter.

(b) Reagents—(1) 0.2 percent
triethylammonium phosphate buffer. To
2,000 milliliters of distilled water, ei-
ther add 4 milliliters of triethylamine
or 4 grams of triethylammonium chlo-
ride. Adjust the pH to 3.2 with phos-
phoric acid.

(2) Sample solvents. (i) Vancomycin
hydrochloride: Mobile Phase A.
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